Background: Anemia is not only a major public health problem among children in developing countries, it is also an important predictor for their future growth and development. The objective of this study was to identify possible factors associated with anemia among pre-school children in Bangladesh after removing a cluster effect of the population, and to determine the prevalence of this condition.
Background
Anemia in children is a serious public health problem especially in developing countries [1] . The global prevalence of anemia among children under 5 years of age is about 43% [2] . It may adversely influence the mental development, physical growth and social behavior in young children [3] [4] [5] [6] . In older children, it may be associated with negative behavior, poor school performance and low work capacity [7] . Blood hemoglobin (Hb) level is most common diagnostic test for anemia; in children under 5 years old, anemia is diagnosed when the Hb level is below 11.0 g/dl [8] .
In Bangladesh, there has been a noticeable reduction in the mortality rate of mothers and children under 5 years of age following the implementation of Millennium Development Goals (MDGs) [9] . Under the Sustainable Development Goals (SDGs), Bangladesh government has set a target to reduce the mortality rate of under-five children to less than 25 per 1000 live births by 2030 [10] . To ensure continuous improvement in the general health status of the children especially the pre-school group, it is necessary to investigate risk factors that are associated with anemia among them.
A recent study reported that more than 41% of evermarried non-pregnant Bangladeshi women in the reproductive age group had anemia, and the rate was higher among those who were uneducated and undernourished [11] . Another study on Bangladeshi women reported that low body mass index (BMI) was associated with anemia [12] . For Bangladeshi children, there were a few studies reporting the rate of anemia among those staying in the rural areas [13, 14] . Faruque et al. [13] studied the prevalence of anemia and vitamin A deficiency among Bangladeshi children aged between 2 to 6 in the rural area. Another researcher reported the incidence of anemia among pre-school children in Dhaka city [15] . More recently, Khan et al. [16] conducted a study on anemia among Bangladeshi pre-school children using data which was collected by Bangladesh Demographic and Health Survey (BDHS). In BDHS, data was collected from individuals (household) and they were nested in enumeration areas (clusters). Individuals can be considered as level one, which was the lower level, while clusters were considered as level two. The sample population was big since this was a study at a national level. The sampling areas (clusters, enumeration areas) were selected from different regions in Bangladesh, such as remote rural, rural, semi urban, slam and urban areas [17] . However, cluster effect may potentially influence the finding generated from this dataset. Without removing this cluster effect, the entire analysis might yield misleading results [18] .
The aim of this study was to investigate the prevalence of anemia in children, as well as effect of demographic, socio-economic, and parental behavior in the pre-school children population of Bangladesh after removing the clustering effect. We used dataset from BDHS 2011 for analysis.
Methods
The data were extracted from the Bangladesh Demographic and Health Survey (BDHS-2011). The BDHS-2011 survey collected data from selected households from all over Bangladesh, and the information would represent the population of this country. Socioeconomic, demographic, health and lifestyle information were collected from selected subjects [17] from July 2011 to December 27, 2011 . BDHS-2011 also collected blood samples from women of reproductive age and preschool children age between 6 to 59 months to screen anemia. In addition, height and weight of the women and the children were also measured to assess their nutritional status. Basic information related to sampling technique, survey design, survey instruments, measuring system, subject consent, ethics statement, quality control have been described in previous publication [17] . The presence of outliers in the dataset was checked by authors of this study. After removing unusual and missing data, the dataset was reduced to 2231 for analysis.
Sampling
The BDHS-2011 survey used a two-stage stratified cluster sampling technique to select the households. In the first stage, 600 geographical enumeration areas (EAs) (207 from urban and 393 from rural regions) were selected using random sampling with proportional allocation. In the second stage, 30 households were selected from each EA using systematic sampling. A total of 18, 000 ever-married women from 18,000 residential households from the whole country were identified for interview. In addition, one-third of the selected households were considered as sub-samples for blood collection from women and their pre-school children (6-59 months) to screen for anemia.
Variable
Anemia status of pre-school children was the primary outcome variable in this study. The HemoCue rapid testing method was used in the 2011 BDHS survey to measure Hb levels [17] . The sample was first classified into two groups: anemic children (Hb level < 11.0 g/dl) and non-anemic children (Hb level ≥ 11.0 g/dl). Anemic children were then subdivided into three subgroups based on severity of the condition: mild anemia (Hb level 10.0 to 10.9 g/dl), moderate anemia (Hb level 7.0 to 9.9 g/dl) and severe anemia (Hb level < 7.0 g/dl) [17] . Selected socio-economic and demographic factors were considered as independent variables for the analysis and described in Table 1 .
Statistical analysis
The association between anemia status of pre-school children and their parents' socio-economic, demographic and behavioral variables were calculated using the Chi-square (χ 2 ) test. Variables that were noted to be significantly associated with anemia would be used as independent variables and further analyzed using the multilevel logistic models. Since the data was derived from several different hierarchal levels, the outcome measurements might not be accurate due to cluster effect. A single-level statistical model would not be sufficient for removing this cluster effect [18] . Therefore, we applied a two-level multiple logistic regression analysis to study the association between the diagnoses of anemia and selected the variables. We used the anemia status as the dependent variable. Multilevel logistic regression model is a powerful statistical tool for removing the cluster effect, and for detecting associations between the dependent variable (category) and the independent variables at different levels of the data hierarchy. This model is particularly appropriate for research designs where data for participants are organized at more than one level. In this study, level I was considered for individuals and level II the clusters (EAs). Multicollinearity problem among the independent variables were checked with the standard error (SE). If the value of SE was less than 0.5, we would consider there was multicollinearity problem [19] . Whether the multilevel regression model was appropriate or not was checked by using the median odds ratio (MOR). The value of MOR is always greater than or equal to 1, if MOR = 1, it means there is no cluster variation, but if MOR> 1 there is cluster variation of the dependent variable then it is essential to apply a multilevel regression approach [20] . Statistical significance was determined at a p < 0.05 level. Statistical analyses were carried out using STATA (version 13) and SPSS software (version IBM 20).
Results
The total of 2231 pre-school children (6-59 months) was selected as subjects in this study. We noted that the prevalence of anemia among these children was 52.3% ( Fig. 1 ). When we look at the severity of anemia, we noted that more than 50% of the Bangladeshi pre-school anemic children had mild anemia. More than 40% of them had moderate anemia, and less than 2 % (1.5%) had severe anemia (Fig. 2 ). The percentage of anemic children was higher rural area (53.9%) compared to those from the urban environment (48.4%). Child anemia more common among boys (53.1%) than girls (51.2%) ( Table 2) .
Chi-square test (χ 2 -test)
The χ 2 -test demonstrated that geographical location (divisions), place of residence, mother's education level, maternal age, religion, household wealth index, children's age, toilet facilities, child nutritional status and mother's anemia status were significantly associated with anemia of the children (Table 1) . These factors were subsequently analyzed as independent variables in the two-level logistic regression model. The value of median odds ratio (MOR) for children with anemia was 1.293, which indicated that the severity of children anemia level was varied among the clusters (enumeration areas). Multilevel logistic regression was, thus, appropriate for analyzing the BDHS-2011 dataset.
Two-level logistic regression analysis
We observed that the values of standard error (SE) for the selected variables were less than 0.5, which indicated that there was no evidence of multicollinearity among the independent variables in the multilevel logistic regression models. The results of two-level logistic model were interpreted by the adjusted odd ratio (AOR) with a 95% confidence interval (CI), and the corresponding p-value. Table 2 shows only the statistically significant influencing factors for child anemia. After removing the cluster effects, the two-level logistic regression model showed that pre-school children from mothers with anemia were more likely to have anemia than those from non-anemic mothers [AOR =0.519, 95% CI: 0.438-0.616; p < 0.01]. Undernourished children were at greater risk to have anemia than normal weight or over nourished children [AOR = 0.821, 95% CI: 0.650-0.992; p < 0.05]. We also noted that younger children (age < 2 years) had a higher chance to be anemic compared to children in older age groups; age 2 ≤ age < 3 years [AOR = 0.376, 95% CI: 0.286-0.494; p < 0.01], age group 3 ≤ age < 4 years [AOR =0.294, 95% CI: 0.225-0.383; p < 0.01], and 4 ≤ age < 5 years [AOR = 0.224, 95% CI: 0.174-0.303; p < 0.01]. Pre-school children from poor families were more likely to be anemic than those from rich [AOR = 0.678, 95% CI: 0.480-0.948; p < 0.05] or middle class [AOR =0.751, 95% CI: 0.555- (Table 3 ).
Discussion
The prevalence of anemia among pre-school children in Bangladesh was noted to be 52.10% (rural 53.70% and urban 51.70%). This was considerably higher than the global prevalence of anemia of 24.8% [2] . WHO consider child anemia as one of the severe public health problem with a prevalence of greater than 40% in Bangladesh [2] . Higher prevalence rates of child anemia have been observed in other countries such as Indonesia (58.7%) [21] , Benin (82%), Mali (83%) [22] and Ghana (78.4%) [23] . However, the prevalence rate in Bangladesh is higher those of neighboring countries Pakistan (33.2%) [24] and India (31.4%) [25] located in the South Asia region. It is also higher than other developing nations like Haiti (38.8%) [26] and Brazil (32.8%) [27] . Most previous studies on child anemia among preschool children in Bangladesh were limited to the rural areas [13] [14] [15] . There was a published study on anemia in pre-school children in Bangladesh that was based nationally representative hierarchy structural dataset (BDHS dataset) [16] . The study applied a single level logistic regression analysis to determine the effects of socioeconomic and demographic factors on child anemia. In our opinion, the use of single level statistical model is not appropriate for analyzing this type of nested dataset [18] . We feel that a multilevel regression models should be preferable, and this model has been used for several other studies that were based on BDHS datasets [9, 17, 28, 29] . In this study, two-level logistic regression models were used to determine the effects of socio-economic, demographic, and behavioral factors with anemia among preschool children in Bangladesh. Moreover, the value of median odds ratio (MOR) was found to be 1.293, indicating that there was a variation anemia status among the 600 enumeration areas (geographical clusters).
This study showed that under-nourished children were more likely to have anemia compared to normal or over-nourished child. This is expected as anemia is one of the clinical and investigation indicators for malnourishment. Previous study that was based on BDHS-2011 dataset reported that prevalence of stunted, wasted and underweight children under age 5 was 41, 16 and 36% respectively, and that most of these children were from poor family environment [17] . We also observed that wealth index was an important predictor of child anemia, there was increasing tendency to have anemia with increasing wealth index of the families. We would expect that children from poor family were more likely to be under-nourished. These results were in agreement with other studies from Mali [22] and Indonesia [21] . Our study also showed that the anemic mother was an important risk factor for child anemia, and this has been reported in other studies from Pakistani [24] and Haiti [26] . In Bangladesh, 42% of ever-married women age 15-49 were found to be anemic, with most of them living in poor family environments [17] .
Our study noted that age was another factor that was associated with anemia. Young children have limited body reserve, and would be more dependent on their parents for adequate nutrition from daily food intake. Studies on children in Pakistani [24] , Haiti [26] and Brazil [27] reported that younger children were more vulnerable to anemia compared to older children. Our study also demonstrated that children living in the Dhaka division were less likely to be anemia than children in other divisions such as Barisal and Rangpur. Being the capital of the nation, the general standard of living would be better since more people staying here would be from the higher wealth quintile compared to those living in the other geographical divisions of the country [17] .
The results of the multivariate logistic models in the Khan et al. study [16] that was based on the same dataset showed that water source, wealth index, maternal anemia, age of the children, stunting and division were risk factors for anemia in Bangladeshi pre-school children. When we analyze the data after removing the cluster effect, we were able to identify nutrition level of the child and religion as additional risk factors for this condition.
Most of the factors associated with anemia among pre-school children in Bangladesh were related to poverty. Over the decade, family wealth quintiles, childhood nutrition status and school attendance rate in Bangladesh have generally improved. The level of stunting among children under age 5 has declined from 51% in 2004 to 36% in 2014, while the level of underweight has declined from 43% in 2004 to 33% in 2014 [30] . The authorities should focus on improving the nutritional status both children and mothers, and also eradication of poverty. Based on the observation that prevalence of anemia was highest in children below age of 2 years old, remedial measures should target young children to prevent irreversible adverse effect on the growth and development of these children. We do not have subsequent information on anemia to compare since blood test was not part of the variable in the subsequent BDHS 2014.
Limitation of this study
Since this study was based on secondary data, we were not able to investigate all factors that may be relevant to anemia in children, including eating habits, parasite infestations, previous hospitalization, availability of filtered water, use of nutritional supplements and gestational birth weight. Prospective study focusing on more specific and relevant variables would be able to generate more useful information. Despite general improvements of various nutritional and health parameters over the last few years, we were not able to provide any information in the trend since blood Hb level was not part of subsequent BDHS 2014. Blood Hb level is less likely to be influenced by short term alterations in the external environments, therefore trend of change would better reflect the nutritional or health status of the children.
Conclusion
The prevalence of anemia among pre-school children in Bangladesh was 52.30%. Using a two-level logistic regression model to remove the cluster effect, we found that undernourished children, anemic mothers, younger children (age < 2 years), children from poor family, and non-Muslims were more prone to develop anemia in this country. These findings would be useful for the government to identify children at risk for remedial action, and to prepare preventive measures for this important subgroup of the population. 
